1 / 14 



FORWARD 
FLANKING 
SEQUENCE 
FOR PRIMER X 



CLONED 
FRAGMENT 



i 




VECTOR 




REVERSE 
FLANKING 
SEQUENCE 
FOR PRIMER Y 



r IG. 1 



SUBSTITUTE SHEET (RULE 26) 





PCT/GB98/02048 



2/14 




PCR PRIMER Y 



PGR PRIMER 
X-BIOTINYLATED 



PCR AMPLIFY 



DOUBLE STRANDED PCR PRODUCT 



B- X 



B - BI OTIN 



FIG. 2 



SUBSTITUTE SHEET (RULE 26) 



■;. i \ K C i_ A> O O 

WO $9/02128 





PCT/GB98/02048 



3 / 14 



DOUBLE STRANDED PCR PRODUCT 



B- 



Y 



IMMOBILISE FRAGMENT TO BIOTIN 

1 




S) B- X 





■ 


Y 





WASH _ 
I 

DENATURE NON-IMMOBILSED STRAND 




S) B- X 



Y 




S)B- X 



WASH 



IMMOBILISED SINGLE STRANDED 
TEMPLATE READY FOR SEQUENCING 



S - STREPTAVIDIN COATED BEAD OR WELL 
B - BIOTIN 

X - PRIMER X SEQUENCE 
Y - PRIMER Y SEQUENCE 



FIG. 3 



SUBSTITUTE SHEET (RULE 26) 



|SW6CL.ASS[ 
WO 99/02728 






if 4 



PCT/GB98/02048 



4 / 14 



TEMPLATE 1 



TEMPLATE 2 



PRIMER 



3' 

r-OH 

AGGTTGAT 



5' 



PRIMER 



-OH 

CATGGCTC 



STEP 1 



I 




PRIMER? 



AGGTTGAT 



PRIMER 




CATGGCTC 



PRIMER 



TC 



AGGTTGAT 



PRIMER 



GT 




CATGGCTC 



D 



TCC 



AGGTTGAT 



PRIMER 



3' /~€ 
GTA 



CATGGCTC 



5 



STEP 2 



CAPILLARY 




PHOTOC LEAVAG E 



MASS 
SPECTROMETER 



FIG. 4a 



SUBSTITUTE SHEET (RULE 26) 



99/02728 

' . '- ........ ^n^^i*trt^^' 





PCT/GB98/02048 



5 / 14 



1 



BAND 1 

RELATIVE 
CONCENTRATION 



1 



G. 



MASS / CHARGE RATIO 



BAND 2 

RELATIVE 
CONCENTRATION 



T. 



1 



MASS / CHARGE RATIO 



BAND 3 

RELATIVE 
CONCENTRATION 



1 



MASS / CHARGE RATIO 



FIG. 4b 



SUBSTITUTE SHEET (RULE 26) 



IWO 99/02728 





; DRAF'i Si 



PCT/GB98/02048 



6 / 1 4 



1 



•1 



Jf <►. 

'ft »r 



if LI 

>f run 



GATC 



CTAG 



if- 



i; J: 
'Si is5'. 



1 



A' "la. 





GATC 
CTAG 



GATC ^ 
CTAG 





2 



P5 




GATC 



GATC 




CTAG 



auaWi SS«»7W 



f 





PCT/GB98/02048 



71 14 




3 CTAG 





GATC 



I 



•i 



■I 



FIG. 6 



CTAG 




GATC g 



GATC 





GATC 



STEP 7 



r 



STEP 8 

FIG. 7 



NNNCTAG V//////////A 



NNNCTAG 
— GATC l^^^ 



SUBSTITUTE SHEET (RULE 26) 



. A.-' I.- 



WO 99/0272$ 





PCT/GB98/02048 



8 / 14 



1 



CTAG 



GATC 




GATC 




3 CTAG 



GATC £ 
CTAG 





1 




v """<y//ftt GATC 



GATC 





CTAG 



CTAG K 




FIG. 8 



SUBSTITUTE SHEET (RULE 26) 



9/14 



4. 




CTAG 




6. 



i 




GATC 



FIG. 9 



CTAG 




CTAG 
GATC 





GATC 




STEP 7 3' 5' 

NNNNCTAG V//////////A 



r 




GATC 



NNNNCTAG^ ^^ 
— GATC 



1 



8. GENERATE SANGER LADDER 



1 



9. POOL GENERATED SANGER LADDER 



FIG. 10 



X 

10. 



NNNNCTAG 



SUBSTITUTE SHEET (RULE 26) 



10/14 



PCT/GB98/02048 



ION SOURCE 



ELECTRICAL 
GATE 



ION CURRENT 
» — -*• 




REFLECTRON 



DETECTOR 



ORTHOGONAL TOF GEOMETRY 



FIG. 11 



SUBSTITUTE SHEET (RULE 26) 



WO 99/02728 




'4 ■ 



09/46240 



PCT/GB98/02048 



11 / 14 




PRIMER 



3 1 

r-OH 

AGGTTGAT 



SANGER 
REACTION 




PRIMER 



AGGTTGAT 



PRIMER 



PRIMER 



TC- 
AGGTTGAT 

TGC- 
AGGTTGAT 




PRIMER 



UNBLOCK TO 
EXPOSE 3'-OH 



T-OH 

AGGTTGAT 



PRIMER 



PRIMER 



iTC-OH 
AGGTTGAT 

TCC-OH 
AGGTTGAT 



FIG. 12 



SUBSTITUTE SHEET (RULE 26) 




PCT/GB98/02048 



12/14 




5' 3' 
ppp-TCCA 




ADD 4-MERS 




PRIMER 





PRIMER 



PRIMER 



AGGTTGAT 
3' 

TCCAAC 
AGGTTGAT 

3' 

TCCAACT 
AGGTTGAT 




REMOVE UNLIGATED 
4-MERS, CLEAVE 
AND SEPERATE 




CAPILLARY 



UV SPECTROPHOTOMETER 



O 
H 



ill 
O 

2 
O 
O 

< 



TIME 



FIG. 13 



1 



SUBSTITUTE SHEET (RULE 26) 



if 



PCT/GB98/02O4S 



13/14 



PRIMER 



PRIMER 



PRIMER 



3' 

TCCAA 



AGGTTGAT 




3» 

TCCAAC 



AGGTTGAT 



3» 

TCCAACT 
AGGTTGAT 



llliilllll 




1 



CLEAVE MASS-LABEL 



BAND 1 

RELATIVE 
CONCENTRATION 



MASS / CHARGE RATIO 



BAND 2 

RELATIVE 
CONCENTRATION 



MASS / CHARGE RATIO 



BAND 3 

RELATIVE 
CONCENTRATION 



FIG. 14 



MASS / CHARGE RATIO 



qi iRcmTUTE SHEET (RULE 26) 



Si 



. > ,; > i. 1 ' ' 



WO 99/02728 




• ■"! r f -7-1* I * I +rttl ^ If**-r*^tv- 



14/14 




PCT/GB98/02048 



BANDS 



f I ii 



!b; -bp 
ir i'i;' 




;!" ""!V 



FIG. 15 



it. „.& 



SUBSTITUTE SHEET (RULE 26) 



